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Fusobacterium nucleatum is a Gram-negative anaerobic bacterium prevalent in the human oral 
cavity. This oral commensal bacterium has been shown as the main contributor for many dental 
diseases, including periodontitis and gingivitis. Recently, evidence has verifying the linkage 
between F. nucleatum and carcinogenesis of colorectal cancer (CRC). Outer membrane vesicles 
(OMVs) are naturally occurring metabolic byproducts secreted by Gram-negative bacteria, and 
contain highly antigenic LPS and outer membrane protein residues. Due to its antigen containing 
and non-self-replicated properties, OMVs are emerging as a powerful platform for vaccine design 
and delivery. We speculated the OMVs from F. nucleatum might contain antigens able to elicit 
effective immune response. In this study, we identified 98 proteins from purified OMVs of F. 
nucleatum through proteomic studies. In silica analysis indicates the non-replicative OMVs of F. 
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INTRODUCTION AND LITERATURE REVIEW 
 
The gastrointestinal (GI) track has the largest internal surface area in the human body and harbors 
several trillion microorganisms 1. As the main segments of GI track, intestines are heavily 
colonized by complex and dynamic microbial communities. In the past, the role of microbiota was 
neglected, while in recent years this view has dramatically changed as researchers have uncovered 
the fact that microorganisms play a crucial role in host homeostasis and disease, ranging from 
obesity and infectious disease to neurodegenerative diseases 2-3. Five major phyla Actinobacteria, 
Bacteroidetes, Firmicutes, Proteobacteria and Verrucomicrobia make up the bulk of intestinal 
microbiota, which is highly diverse and abundant 4. Studies have long established causation or 
association of main gut bacteria including Clostridium difficile (a key member of Firmicutes), 
Escherichia coli (a key member of Proteobacteria), Bacteroides fragilis (a key member of 
Bacteroidetes) and Fusobacterium nucleatum with dysbiosis and multiple human diseases such as 
inflammatory bowel disease (IBD) and colorectal carcinoma (CRC) 5-7. Recently, the composition 
of intestinal flora has proven strongly correlated with diet and hygiene; investigations linking 






1. 1 Fusobacterium nucleatum 
1.1.1 Biology and Taxonomy of Fusobacterium nucleatum 
Fusobacterium nucleatum is a Gram-negative non-sporefroming and obligate anaerobic (up to 6% 
oxygen) bacterium with fusiform rod shape; it is a key component of plaque and a common resident 
of human oral cavity 8-9.  It is a heterogeneous species and one of the most abundant organisms 
identified among endodontic infections 8, 10. The name of Fusobacterium came from fusus and 
bacterion, which means spindle and rod 8.  
 
In 1693, Antony van Leeuwenhock first detected the fusiform organisms from dental plaque, and 
later in 1894 and 1896, the bacteria were found in gingivitis samples and angina by Plaut and 
Vincent, respectively 11. The fusiform bacteria were first isolated from the culture in 1898 by 
Veillon and Zuber and named Bacillus fusiformis 11.  In 1907 Leiner first recognized different 
culture types, and in 1913 Krumwied and Pratt first classified the fifteen strains into two groups 
based on their fermentability of sucrose 12. In 1922, Knorr proposed the genus Fusobacterium and 
named three subspecies: nuceatum, polymorphum, and plauti-vincentii 8, 11-12. In 1990 and 1992, 
Dzink et.al and Gharbia et.al grouped Fusobacterium into five subspecies: nucleatum, 
polymorphum, fusiforme, animalis, and vicentii 8, 11, 13. Up to 2002, there were totally six 
subspecies been recognized including F. canifelium, which is isolated from cat and dog bite 
wounds in human 14. Accumulating evidence has indicated among all subspecies F. nucleatum are 
frequently associated with diseases, which including periodontitis, adverse pregnancy outcomes, 






Figure 1  Microscope image of F. nucleatum 
Gram stain of F. nucleatum appears red. F. nucleatum is an anaerobic bacterium with slender and 





F. nucleatum was first identified among plaque and found associated with dental disease. With the 
advancement and magnificent of experimental technology F. nucleatum was found prevalent 
among humans and has been implicated not only various oral diseases but GI disorders and other 
chronic infections such as Lemierre's syndrome and Alzheimer's disease as well 15-17. As an oral 
commensal bacterium, F. nucleatum pervades the host mainly by colonization and dissemination 
to invade the epithelial cells 15.  Several virulence factors encoded by F. nucleatum such as FadA, 
Fap2, and RadD were shown able to adhere and interact with host cells 18-20.  
 
FadA is the best-characterized adhesion molecule and uniquely encoded by F. nucleatum.  It has 
an alpha-helical hairpin structure 20. There are two forms of FadA: pre-FadA (nonsecreted from) 
containing 129 amino acids and mature FadA (secreted form) containing 111 amino acids 20.  A 
mixture of pre-FadA and mature FadA results in attachment to intestinal epithelium; however, 
preparations of mature FadA show no binding 20. In addition to adhesion, induction of host immune 
response is another key virulence mechanism of F. nucleatum. To stimulate colorectal tumor 
progression, FadA binds to the E-cadherin receptor and actives β-catenin, resulting in upregulation 
of transcriptional factors, Wnt genes, inflammatory gene and oncogenes 21.  
 
Another CRC associated virulence factor is lectin Fap2, a galactose adhesion protein that 
recognizes Gal-GalNAc, facilitates localization and colonization of F. nucleatum on CRC cell 22.  
Additionally, Fap2 suppresses T cells and natural killer (NK) cells activities by directly interacts 
with inhibitory receptor TIGIT to evade the immune system attack 23.  
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1.1.3 F. nucleatum in Periodontal Disease  
Porphyromonas gingivalis, Streptococcus sangius, Streptococcus gordonii, Tannerella forsythia, 
Treponema denticola, Actinobacillus actinomycetemcomitans, and F. nucleatum were primary 
etiologic agents of periodontitis 8, 24-25. F. nucleatum is abundant in human oral cavity and is 
present in much higher levels in patients with periodontitis and gingivitis 25-28.  Samples collected 
from patients with gingivitis, chorionic periodontitis, and healthy groups were analyzed by real-
time PCR and the experimental results displayed that the occurrence of F. nucleatum was 
positively correlated with the progression of the disease 25-26. The elevation of IgG and IgA 
response levels were also detected in chronic periodontal patients 29. It has been implied the 
combination of F. nucleatum and P. gingivalis or other bacterium was more pathogenic than F. 
nucleatum only infection 8, 30.  F. nucleatum recognized lactose, galactose and other sugars of P. 
gingivalis capsid and conjugated with these though carbohydrate-hydrate interaction 31-32. The 
corncob receptor of F. nucleatum interacts with P. gingivalis to form coaggregation units, playing 
an essential role in attachment and plaque formation 24, 33-35. In addition, F. nucleatum had the 
ability to reduce oxygen in the microenvironment thus facilitating P. gingivalis growth to promote 
periodontitis 36.  
 
1.1.4 F. nucleatum in Colorectal Carcinoma 
The primary role of F. nucleatum in the aetiology of CRC was revealed recently and has emerged 
as a focus of study. These studies have shown that presence of F. nucleatum, previously considered 
only as an intestinal commensal, has been linked with CRC progression and metastasis as an 
essential risk factor 37-38.  F. nucleatum bacterial loads from colorectal tumor tissue samples were 
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significantly higher compared with adjacent normal tissues tested using qPCR 37, 39. This indicated 
that F. nucleatum could be used as a putative biomarker for CRC diagnoses. Recent studies have 
also indicated that F. nucleatum not only participated colorectal carcinogenesis but was 
interrelated with CRC outcomes as well 38. Flanagan et al. discovered low F. nucleatum loads in 
cancer patients’ tissue corresponded to longer survival times; conversely, moderate and high 
bacterial loads corresponded to shorter survival times 38. Another study also confirmed similar 
results and implied F. nucleatum might serve as a CRC prognosis marker 40.  
 
As previous discussed, FadA and Fap2 are two virulence factors participating in tumorigenesis. 
FadA adhesion is highly conserved in F. nucleatum, and binds to E-cadherin on intestinal epithelial 
cells, inducing beta-cadherin signaling leading to Wnt, oncogene, and transcription factor 
expression, further promoting uncontrolled cell proliferation and inflammatory responses 21. In 
vivo studies revealed that nude mice inoculated with CRC cells displayed a tumor mass increase 
of 20 % when followed with FadA treatment for 21 days post inoculation 21. Additionally, FadA 
expression levels in CRC patient colon tissues is significantly higher than in healthy control 21. 
Fap2 has been shown to actively bind Gal-Gal-NAc, a polysaccharide over expressed in human 
colorectal adenocarcinoma. This binding activity contributes to the abundance of Fusobacteria in 
CRC 22. Fap2 directly actives TIGIT receptors, inhibitors of NK cell and T cell activity 21, 23. 
Briefly, Fap2 is recognized by TIGIT receptor; Fap2/TIGIT binding inhibits NK cell cytotoxicity 
and T cell activity, avoiding immune attack.  Fap2mut F. nucleatum is not able to bind to TIGIT, as 
indicated using hemagglutinin binding assays 23. 
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1.1.5 F. nucleatum in Other Human Diseases  
In addition to periodontal disease and CRC, F. nucleatum also widely associate with other systemic 
diseases. Adverse pregnancy outcomes (APO), including preterm birth, preterm premature rupture 
of membranes, stillbirth, neonatal sepsis etc. was found to be correlated  to periodontitis, and F. 
nucleatum was one of the predominant oral species found among placental and fetal tissues that 
were found to be closely associated with APO 41. Animal studies indicated F. nucleatum migrated 
through hematogenous transmission from the oral cavity to the placenta, inducing APO 42. Studies 
have revealed that the fetal loss rate was significantly reduced in F. nucleatum challenged Toll-
like receptor 4 (TLR4) knockout mice compared with wild type mice, and accompanying 
necroinflammatory responses was also decreased, which suggests that F. nucleatum induced fetal 
death via a TLR4 modulated immune response 43-44. F. nucleatum is also a major cause of 
Lemierre’s Syndrome, a complication of pharyngitis in adolescents 45-46. Additional diseases 
including inflammatory bowel disease, appendicitis, atherosclerosis, cerebral aneurysm, 
rheumatoid arthritis and Alzheimer's disease were also observed with F. nucleatum 15.  
 
1.2 Colorectal Carcinoma 
1.2.1 Epidemiology  
The abnormal cell growth in the colon or rectum is regarded as CRC. It is the fourth leading cancer-
caused death and third most common malignancy worldwide 47. According to the statistic from 
World Health Organization in 2012, the incidence rate was highest in Korea following by Slovakia 
and some developed countries in Europe, whereas lowest rates occurred in Asian and African 
countries 48. Epidemiological analysis indicated CRC rates was positively associated with the 
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human development index (HDI) 47. The mortality rate was highest in Hungary, while lowest rates 
occurred in some countries in Africa 48. While the trend of incidence and mortality varied, 
morbidity and mortality rates decreased in some high-income countries, probably due to better 
health care systems in place enabling early diagnosis and treatment 47, 49.  It was speculated that 
the CRC incidence and mortality rates are linked with HDI where 47, 49.  
 
CRC typically presents no symptoms in the early stages, while as the tumor enlarges, obstruction 
occurs in the intestine.  Risk factors associated with CRC are complex, and some factors like age, 
sex, family history, and inflammatory bowel disease are positively correlated with CRC risk. 
However, some medical factors including large bowel endoscopy, hormone replacement therapy, 
and aspirin are negatively related with CRC risk 49. Rapidly evolving experimental techniques and 
accumulating lines of evidence show that F. nucleatum, E.coli, B. fragilis and other potential 
infectious bacteria may participate in CRC development and progression 50. 
 
1.2.2 CRC Carcinogenesis and Metastasis  
CRC typically starts from adenoma, a noncancerous growth, and often remains dormant in colon 
or rectum for decades 51. Only fewer than 10% of the adenoma progress into cancer, though all 
adenomatous polyps have carcinogenic potential 52. Once precursor adenomas leave the dormant 
stage they grow larger and develop into adenocarcinomas, infiltrating into the intestinal epithelium 
49. These masses are often metastatic, shedding cells that circulate to lymph nodes and other organs 
via blood vessels 49. The molecular factors of CRC are heterogeneous though mutated oncogenes 
and tumor suppressor genes are assumed to play a role in adenocarcinogenesis 53. In this process, 
KRAS oncogene is activated and tumor suppressor gene TP53 expression is suppressed 49, 53. This 
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is accompanied by chromosomal instability, and the promotion of carcinogenesis 49, 53. DNA repair 
mismatch is another mechanism leading to microsatellite instability, which accelerates CRC 
formation 49. Additionally, inherited traits may play a role in the molecular pathogenesis in CRC 
49. CRC patients often develop liver, lung and brain metastases, though the mechanisms governing 
metastasis are not well characterized 54-56.   
 
1.2.3 CRC Prevention and Therapy  
Three levels of preventative measures are used to reduce probability of CRC development. Firstly, 
a healthy lifestyle and diet are seen as an essential for primary prevention. Avoiding some potential 
risk factors like smoking, obesity, and high consumption of red meat may greatly reduce CRC 
incidence49. Studies also suggested chemoprevention supplements such as aspirin and vitamin D 
can reduce CRC 49. A secondary preventive measure is early diagnosis and screening, which 
includes visual examination and stool tests. Colonoscopy is one typical and recommend method 
for visual examination that can reduce incidence and mortality rates  significantly 58. The fecal 
occult blood test is a highly specific but insensitive stool screen, which is a non-invasive and 
valuable measure for reducing CRC 59-60.  A third preventive category is risk reducing lifestyle 
choices. Exercise and smoking cessation are proven behaviors, which enhance general health and 
may significantly reduce CRC incidence49. Surgery is a standard and main treatment for non-
metastasized CRC.  Adjuvant therapy is recommended for stage III CRC and some other high-risk 
cases 49, 61.   
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1.3 Bacterial Outer Membrane Vesicles 
1.3.1 Outer Membrane Vesicles Biogenesis 
Outer membrane vesicles (OMVs) are a powerful new drug and vaccine delivery system. OMVs 
are spontaneously produced by Gram-negative bacterium as a result of normal bacterial 
metabolism 62. Gram-negative bacteria possess two membranes, the outer and inner (or 
cytoplasmic) membranes; in between lies a periplasmic fraction mainly contain peptidoglycan 63. 
OMVs disassociate from the bacterial outer membrane and are secreted outward. OMVs are loaded 
with outer membrane proteins and consist of phospholipid and lipopolysaccharide (LPS), and some 
periplasmic proteins. Although the OMVs were originally identified in lysed bacterial preparations, 
later studies demonstrated these vesicles to be present without cell disruption 62. It has been proven 
the biogenesis of OMVs cargo is selected and premeditated, in response to environmental stresses 
including nutrient shortfall, oxidation, antibiotics, and others 64.  Additionally, OMVs isolated 
from a given batch or culture may contain a wide variety of different components 62. OMV 
biogenesis starts when outer membrane bulges certain localized section form, and detach from the 
underlying peptidoglycan layer 65. After bulge formation, vesicles are released spontaneously from 
the outer membrane layer 65. The vesiculation process is very random; components of the 
peptidoglycan layer, portions of the inner membrane, and even contents of the cytosol located near 
a budding vesicle may become incorporated as vesicle contents or cargo.  
 
1.3.2 Composition and Functions  
The vesiculation process is a nearly universal process seen in Gram-negative bacteria; even in 
mutant strains, OMVs production also occurs 65.  Analyzing these vesicles is challenging, however, 
	 11	
sophisticated analytical tools have been recently developed such as proteomics. Several studies 
have shown that the bulk of OMVs consists of outer membrane, periplasmic, cytoplasmic and 
cytoplasmic membrane proteins 62, 66-67.  A few OMVs are bi-layered structures, with an inner 
membrane as well as an outer one; presumably, these layers correspond with the bacterial inner 
and outer membranes, respectively 68. Multiple OMV biogenesis models have been proposed, but 
details concerning OMV biogenesis remain unclear; OMVs containing outer membranes only 
predominate, yet, in a small percentage of OMVs sections of the bacterial inner membrane may 
become incorporated into the budding process that leads to the generation of OMVs.  
 
OMVs are known to play roles in bacterial pathogenesis; variousvirulence factors are often 
incorporated into OMVs and transported by these. VirD4, secreted via a type IV secretion system, 
is often found in OMVs of Helicobacter pylori; blood group antigen-binding adhesin (BabA) 
and sialic acid-binding adhesin (SabA) are molecules that facilitate the interaction with host 
epithelium and are also carried in OMVs 62, 69.  HtrA, a protease involving in misfolded-protein 
accumulation identified in OMVs secreted from both E. coli and H. pylori, and plays a roles in 
pathogenesis by disrupting E-cadherin cleavage 69-70.  Environmental stressors, such as 
temperature change and limited nutrients supply can trigger OMV upregulation in conjunction 
with stress related proteins, which become incorporated with the OMVs, altering OMV protein 
profiles 62. OMVs serve a protective role in bacterial survival, mediating biofilm formation and 
antibiotic resistance 71.  OMVs are also a potent contributor of bacterial aggregation and 
enhance bacterium-bacterium interactions regarding quorum sensing and communication 72-73.  
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1.3.3 Role in Immune System 
The immunogenicity prosperities of OMVs have been studied extensively in many bacterial strains; 
OMVs have been shown to interact with diverse host cells to modulate immune responses and 
protect bacteria from host immune attack. OMVs are secreted by both pathogenic and commensal 
bacteria during growth periods in a non-replicative vesicle form. Epithelial cells are the first 
defense line in the host, and are where OMVs typically translocate initially following secretion. 
OMVs collected from H. pylori can interact with gastric epithelium cells to promote dose-
dependent interleukin-8 (IL-8) response 74. Likewise, Pseudomonas aeruginosa OMVs engage 
in lung epithelial cells and stimulate IL-8 secretion 75. Klebsiella pneumoniae OMVs stimulate 
IL-1β and IL-8 production in laryngeal epithelial cells 66, 76. An in vivo study has reported that 
H. pylori OMVs containing peptidoglycans that can be recognized by nucleotide-binding 
oligomerization domain-containing protein 1 (NOD1) in the host. The binding of which 
presumably induces innate and adaptive immune responses 77.  
 
TLR4 is a well-studied pattern recognition receptor (PRR) that often interacts with OMVs. LPS 
presenting on OMVs from E. coli arouses TLR4 dependent immune responses 78. Another study 
shows that OMVs mediating tumor necrosis factor (TNF) tolerance in monocytes through TLR4 
79. In addition to colonizing surface epithelial cells, OMVs can induce physiological damage to 
epithelium, allowing OMV transported virulence factors to interact with cells in the submucosa80.  
After transit into underlying tissues, OMVs interact with multiple immune cells to induce pro-
inflammatory activity. N. meningitides OMVs activate neutrophils, triggering cytokines 
including TNFα and IL-1β; E. coli OMVs contain cytotoxic necrotizing factor type 1 that 
restrain antimicrobial activity and neutrophil chemotaxis 81-82. OMVs interact with 
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macrophages  cytokines, for example, N. meningitidis OMVs induce monocyte and macrophage 
production of IL-1β, IL-6 and other cytokines 83 (Table 1). Meanwhile, these interactions with 
macrophages also trigger adaptive immune responses, stimulating upregulation of HLA-DR, 
CD80, and CD86 83. OMVs are able to promote dendritic cells (DCs) maturation and foster B 
cell and T cell responses 84. When OMVs circulate to other body sites in addition to the primary 
infection area, they can modulate other host cells including platelets and endothelial cells 85-86. 










   
Bacteria Function in immune system 
H. pylori Promote IL-8 response;  
target NOD1 and induce innate response 
P. aeruginosa Encourage IL-8 secretion 
E. coli Present LPS and stimulate TLR4 response; 
Restrain antimicrobial activity and chemotaxis of netrophil 
K. pneumoniae  Stimulate IL-1β and IL-8 
N. meningitides Stimulate neutrophil to produce cytokines; 
Inspire monocyte and macrophage to produce IL-1β, IL-6 and 
other cytokines  
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1.3.4 Vaccine Candidates and Application 
Stable, non-replicated nano-sized properties of OMVs give them great potential for vaccine design. 
The proteomic study by mass spectrometry and computational analysis classified components of 
OMVs from different strains; multiple molecules have been postulated as vaccine candidates.   
 
An OMV preparation developed against N. meningitides serogroup B is the first approved vaccine 
generated from the wild type strain 87-88. ProA and ProB are the two main prion antigens 
transported by OMVs, while other minor proteins have been used for cross-protection 89-90. For 
example, Bexsero® using OMVs with capsular polysaccharide combined with a recombinant 
protein have been developed and proven as a safe vaccine 91. OMVs from a genetically engineered 
strain with attenuated LPS toxicity and overexpressed PorA provide a safer and more effective 
vaccine approach 92. OMVs isolated from epidemic strains against serogroups A, W and X, which 
cause meningitis in Africa, have been examined under clinical trials for vaccine development 88.  
 
Bordetella pertussis is the major cause of whooping cough in both children and adults. Roberts et 
al. identified 43 proteins in the OMVs of B. pertussis. Among these, numerous major surface 
antigens such as adenylate cyclase-hemolysin, pertactin, and lipo-oligosaccharide were found 93. 
Significant immune and protective responses were observed in mice immunized with the above 93. 
Engineered OMVs collected from inactive B. pertussis carried multiple antigens including 
pertussis toxin and a lipid A 3-deacylase have been evaluated in an intranasal challenge model and 
were shown to induce protection 94. This study supports the speculation that OMVs from B. 
pertussis have strong potential as a candidate for vaccine against pertussis.  
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Other investigations of OMV-based vaccine approach against human diseases, including enteric 
disease and tuberculosis, have been developed in the past decade. OMVs extracted from V. cholera, 
Salmonella and Shigella, the main pathogens for enteric infection, are able to trigger extensive IgG 
and IgA level responses 88. LPS-modified OMVs collected from V. cholera and E. coli have the 
ability to elicit specific protective immune responses and have been explored as a heterologous 
vaccine delivery platform 95. OMVs from Mycobacteria have been verified as interacting with 
TLR2 to stimulate cytokine and chemokine response in a mouse model, which provides evidence 
as a vaccine candidate for eliciting active immune responses 96.  
 
Overall, OMVs are expected to become widely used as an advanced platform for safer and well-
mediated vaccines against diverse pathogenic and commensal bacterial strains associated with 
various human diseases.  
 
1.4 Vaccine Development  
The first vaccine was developed in Asia 1,000 years ago against the smallpox virus.  Later in the 
eighteenth century, Edward Jenner noticed milkmen infected with cowpox acquired the ability 
against smallpox infection. since then, vaccinology has changed and developed with the aim of 
generating vaccines that are both highly immunogenic and present few side effects. Two major 
methods have been established to enhance vaccine immunogenicity: attenuated pathogens and 
recombinant proteins. There are numerous dilemmas in both approaches. In the first one, 
immunogenicity may compromise for safety and tolerability; and the second approach is limited 
by side effects. Therefore, an integrated approach to design vaccine capable of mimicking 
properties of pathogens without causing disease is necessary.  
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Important factors include the size, geometry, kinetics and surface antigens97. The size of vaccine 
determines the available of uptake by antigen presenting cells (APCs), which is crucial for T cell 
response. It has been speculated antigens around 20-100nm in size (similar to pathogen size), are 
able to maximize the uptake capacity of APCs or transport into lymph vessels 97.  The geometry 
and the quantity of antigenic determinants of the vaccine is essential for B and T cell responses. 
Highly repetitive particle patterns similar to the spacing of pathogen coat proteins are crucial for 
triggering B cell responses 97-98. The surface pattern is significant in optimizing long-lived T helper 
cell responses. Additionally, subsequent boosters instead of single dose injection might prolong 
and enhance the protective efficacy.   
 
In summary, nanoparticle vaccines, such as OMVs, have proven themselves to be very useful in 
vaccine design. OMVs as a type of nanoparticle with the proper size between 20-200 nm and are 
not replicable, making them safe as a vaccine delivery platform. Furthermore, OMVs are isolated 
from cultures of pathogens, and therefore antigenically similar if not identical to the pathogen 
under consideration. These qualities allow OMV vaccine preparations  to mimic pathogen 
specifically and precisely, thus are able to elicit specific immune responses. OMVs will 
undoubtedly become the basis for a whole generation of upcoming vaccine designs.  
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PROTEOMIC CHARACTERIZATION OF OUTER MEMBRANE VESICLES FROM 
GUT MUCOSA-DERIVED FUSOBACTERIUM NUCLEATUM 
 
Introduction  
Fusobacterium nucleatum is an opportunistic Gram-negative non-spore forming and obligate 
anaerobic bacterium with a fusiform rod shape and is a key component of plaque and a common 
resident of human oral cavity 1-3. It is a heterogeneous species and one of the most abundant 
organisms identified in endodontic infections 1, 3.  F. nucleatum is a primary contributor to many 
types of periodontal diseases 4-5. It is abundant in the oral cavity of patients with periodontitis and 
gingivitis, although it can also be detected in healthy people at lower levels 5-8. Chronic periodontal 
disease patients often show elevated IgG and IgA responses to F. nucleatum, whose bacterial load 
has been positively correlated with the progression of disease 5-6, 9. F. nucleatum can reduce the 
oxygen concentration in the microenvironment, thus facilitating the growth of other anaerobic 
bacteria, such as Porphyromonas gingivalis 10. These mixed anaerobic colonies form 
coaggregation units and play an essential role in cell surface attachment and plaque formation in 
the oral cavity 4, 11-13.   
 
Recent lines of evidence have suggested an oncogenic role of F. nucleatum in the development of 
colorectal tumors 14. The human gut contains a great variety of microbial species, some of which 
have long been suspected of being potentiators of colorectal cancer (CRC), the fourth most 
frequent cause of cancer death worldwide 15-16. More recently, studies have linked gut colonization 
with the oral cavity-resident bacterium, F. nucleatum, with CRC tumorigenesis and metastasis 17. 
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This association led many researchers to postulate that F. nucleatum is a contributor to intestinal 
carcinogenesis 18-19.  
 
In multiple studies, F. nucleatum abundance consistently increases comparing normal colon to 
adenoma and adenoma to CRC 18, 20-23. Higher CRC F. nucleatum levels are associated with 
increased WNT and NFKB signaling, production of IL17 and other cytokines, tumor associated 
myeloid cells, fewer tumor infiltrating T cells (TILs) and shorter survival24-25. In vitro, F. 
nucleatum co-culture with conventional CRC cell lines increases tumor promoting autophagy, 
TLR4 and RIG-1 signaling 21-23. The F. nucleatum adhesin FadA binds to CDH1 and promotes 
colonocyte WNT/proliferation 26; and the lectin Fap2 binds to and promotes adhesion to human 
TIGIT, which inhibits recruitment of tumor-infiltrating NK cells and lymphocytes 27. In Apc 
mutant mice, oral gavage with F. nucleatum increases small intestinal and colon adenomas (4). F. 
nucleatum levels in CRC are most strongly associated with right-sided location, mucinous 
adenocarcinomas and mismatch repair deficient CRC 18, 20, 24-25. 
 
 Many colorectal tumor tissue samples have been shown to have relatively heavy F. nucleatum 
bacterial loads compared with adjacent normal intestinal tissue sites 18, 28. One well-characterized 
virulence factors of F. nucleatum is the adhesion protein FadA, which facilitates bacterial 
attachment and invasion 26, 29. FadA promotes carcinogenesis via binding to an E-cadherin receptor, 
activating β-catenin and driving up expression of transcriptional factors, Wnt genes, inflammatory 
genes, and associated oncogenes 26.  Another associated virulence factor of F. nucleatum is lectin 
Fap2, a galactose adhesion protein, which binds Gal-GalNAc, facilitating localization and 
colonization of F. nucleatum in CRC cells 27.  Additionally, Fap2 suppresses T cell and natural 
	 25	
killer (NK) cell activities via inhibitory receptor TIGIT binding; this results in the impairment of 
T cell/NK cell activity, allowing cancerous tumors to effectively evade immune responses 21.  
 
The most commonly practiced prevention strategy for CRC is chemoprevention such as using 
aspirin and other nonsteroidal anti-inflammatory drugs (NSAIDs) 30-31. However, long-term use of 
aspirin (or other NSAIDs) is associated with adverse effects including gastrointestinal (GI) 
bleeding. Safer alternatives for CRC prevention are urgently needed. Another potential approach 
to reduce F. nucleatum colonization is vaccination. Outer membrane vesicles (OMVs) have 
recently emerged as powerful vaccine delivery systems. OMVs are naturally secreted, bi-layered 
lipid membrane nanostructures produced by Gram-negative bacteria as metabolic byproducts 32.  
OMVs offer characteristics that are ideal for vaccine applications. For example, they contain much 
of the biological content of the parent bacterium, but without replicative or infectious capacity; are 
highly stable and highly immunogenic; and can interact with epithelial and immune cells in content 
dependent manner. In 2013, the European Medicines Agency (EMA) and US Food and Drug 
Administration (FDA) approved a vaccine containing OMV components for inoculation against 
infection by meningococcal serogroup B 33. The nanosized structure enables the uptake of OMVs 
by antigen presenting cells,  and facilitates efficient transport through lymphatic system 34. It is 
highly conceivable that similar OMV-based vaccines could be developed against F. nucleatum 
infection. While F. nucleatum OMVs have been shown to contain various antigenic elements, a 
comprehensive analysis of all the components found in OMVs generated by F. nucleatum has yet 
to be completed.    
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In this study, we isolated and purified OMVs from F. nucleatum subsp animalis 7_1 (EAVG_002) 
and biophysically and proteomically profiled the purified OMVs to explore potential development 
strategies for OMV-based F. nucleatum vaccines. The diameter and shape of OMVs were 
measured using transmission electron microscopy and dynamic light scattering. OMVs’ 
constituents and membrane fraction composition were analyzed by nano LC/MS/MS and 
characterized by bioinformatics tools. The results from our comprehensive analysis of F. 
nucleatum OMVs as reported below can serve as a firm foundation for further discoveries 
regarding their role in pathogenesis and anti-F. nucleatum vaccine development.  
 
Materials and Methods  
Bacterial strains and cultivation  
F. nucleatum subsp animalis 7_1 (EAVG_002) was kindly provided by Dr. Emma Allen-Vercoe 
(University of Guelph) 35. The strain was grown anaerobically (80% N2, 10%CO2, 10% H2) at 
37°C either on Fastidious Anaerobe Agar (Neogen) with 5% horse blood or in tryptic soy broth 
(Becton, Dickinson and Company) with 5 µg/mL hemin and 5 µg/mL menadione (Sigma-
Aldrich)35. The bacteria were harvested at OD600 0.7~0.9. A volume of each strain was mixed with 
an equal volume of glycerol and stored at -80 °C in cryogenic storage tubes for further use.  
 
OMVs isolation and purification  
The OMVs of F. nucleatum were collected from the supernatant of bacterial culture (200mL) 
according to the method described by Chutkan et al. with modifications36-37. The process flow 
chart is shown in Figure 2. Briefly, cells were spun down by centrifugation at 8500 x g for 15 min 
at 4°C (rotor JA-14, Beckman-Coulter), then the supernatant was vacuum filtered through a 0.22-
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µm membrane to remove any remaining bacteria. The OMVs were collected by ultracentrifuge at 
213,000 x g for 2hr at 4°C (rotor Type 50.2 Ti, Beckman-Coulter). The pelleted OMVs were 
suspended with sterile phosphate-buffered saline (PBS). The resuspended OMVs were purified by 
density gradient centrifugation with OptiPrep™ (60% iodixanl (w/v), Axis-Shield). The 
OptiPrep™ solution was diluted with 0.85% (w/v) NaCl containing 10mM Tricine-NaOH pH 7.4 
into 35%, 30%, 25%, 20% (v/v) OptiPrep™.  The 40% OptiPrep™ solution was prepared with 
suspended OMVs and layered 2mL at the bottom of an Ultra-Clear™ centrifuge tube (13.2 mL, 
Beckman Coulter).  The discontinuous gradients were loaded in 2 mL increments in degressive 
concentrations on top of the prior layer 36. Prepared tubes were centrifuged at 135,000x g for 16 
hr at 4°C (rotor SW 41 Ti, Beckman-Coulter). Each 1 mL fraction was carefully collected by pipet 
from top to bottom. A portion of each fraction was analyzed by 12% SDS-page, which displayed 
that the OMVs were mainly contained in fraction 25%~30% (data not shown). The OMV-
containing fractions were collected and pooled into an ultracentrifugation tube with 27 mL sterile 
PBS (at least 10-fold the sample volume) and ultracentrifuged at 200,500 x g for 2hr at 4°C (rotor 
Type 45 Ti, Beckman Coulter) to remove the OptiPrep™ solution. The purified OMVs were 












Figure 2  Flow chart of OMVs isolation and purification 
The overnight-cultured bacteria are spun down at low speed to exclude the whole bacteria. The 
supernatant is filtrated with 0.22 µm membrane to remove the debris. The filtrated media is 
ultracentrifuged at 213,000 x g for 2 hours 4 °C. The pellet containing OMVs is resuspend with 
PBS and further purified by gradient purification at 135,000 x g for 16 hours at 4 °C. The OMVs 
can be visualized and further collected by dilute with PBS and ultracentrifuge at 200,500 x g for 2 
hours 4 °C. The product was aliquoted and stored at – 80 °C. 





Cellular fraction preparation  
The cellular fractions were obtained from the same culture as the OMV preparations, based on the 
protocol by Aguilera et al. with modifications 38. The harvested cells were washed with sterile PBS 
three times and suspended in 20 mM Tris–HCl, pH 8.0 with 20% sucrose and 1mM EDTA, then 
mildly shaken at room temperature for 10 min. The solution was spun at 8500 x g for 15 min at 
4°C (rotor JA-14, Beckman-Coulter), immediately suspended in ice-cold sterile water (200mL), 
and gently shaken at 4°C for 10 min. The supernatant with periplasmic components was collected 
by centrifugation (8500 x g for 15 min at 4°C). The cell pellets were suspended in 20 mM Tris-
HCl, pH 8.0 (25mL) and disrupted by sonication. The suspension was centrifuged at 8500 x g for 
15 min at 4°C; the supernatant was ultracentrifuged at 120,000 x g for 1 hr at 4°C. The pellet was 
dissolved in 20 mM Tris–HCl, pH 8.0 containing 2% N-lauryl sarcosyl (Sigma-Aldrich) (5 mL) 
for 30 min at 37ºC.  The supernatant consisting of inner membrane portion and the pellet contained 
outer membrane proteins was suspended in 20 mM Tris–HCl buffer (1 mL). The periplasmic 
fraction was (v/v) concentrated 100:1 (Millipore) and all fractions were filtered using a 0.45-µm 
PVDF membrane (Millipore) to remove remaining cells. A portion (12.5 µL) of each sample was 






*PP- periplasmic fraction 
CP- cytoplasmic fraction 
IM – inner membrane fraction 
OM- outer membrane fraction 
	 32	
Figure 3  The flow chart of prepare cellular fractions 
The harvested cells were washed three times with sterile PBS and suspended in 20 mM Tris–HCl, 
pH 8.0 with 20% sucrose and 1mM EDTA. After mildly shaken at room temperature for 10 min, 
the solution was spun at 8500 x g for 15 min at 4°C (rotor JA-14, Beckman-Coulter). Then 
immediately suspended the pellet in ice-cold sterile water, and gently shaken at 4°C for 10 min. 
The supernatant with periplasmic components was collected by centrifugation (8500 x g for 15 
min at 4°C). The cell pellets were suspended in 20 mM Tris-HCl, pH 8.0 (25mL) and disrupted by 
sonication. The suspension was centrifuged at 8500 x g for 15 min at 4°C to remove the whole 
cells and debris; the supernatant was ultracentrifuged at 120,000 x g for 1 hr at 4°C. The pellet was 
dissolved in 20 mM Tris–HCl, pH 8.0 containing 2% N-lauryl sarcosyl (Sigma-Aldrich) for 30 
min at 37ºC.  The supernatant consisting of inner membrane portion and the pellet contained outer 




Dynamic light scattering (DLS) 
The size distribution of OMVs in sterile PBS was determined with DLS using a Malvern Nano ZS 
Zetasizer (Malvern Panalytical). Triplicate measurements of 100 ng/µL OMVs samples in 1.0 mL 
were loaded into disposable sizing cuvettes at 25°C, and the system was assigned with 1.330 
dispersant refractive index and 0.8882 viscosity. The average diameter (Z-average) of OMVs were 
collected and analyzed with the Zetasizer software.  
 
Transmission electron microscopy (TEM) 
Samples were negative stained with 1.5% aqueous Uranyl Acetate on 300 mesh carbon coated 
copper TEM grids. The images were acquired using a Thermo-Fisher Tecnai Spirit Twin STEM 
equipped with a SIS MegaView III camera in TEM mode at 120kV.  
 
In-gel trypsin digestion of SDS gel bands 
 The protein bands from a 12% SDS-PAGE gel (2 to 4 gel slices for each of the 6 samples) were 
cut into ~1 mm slices and subjected to in-gel digestion followed by extraction of the tryptic peptide 
as reported previously 39. The excised gel pieces were washed consecutively in 200 µL distilled 
water, 100 mM ammonium bicarbonate (Ambic)/acetonitrile (1:1) and acetonitrile. The gel pieces 
were reduced with 70 µL of 10 mM DTT in 100 mM Ambic for 1 hr at 56°C, alkylated with 100 
µL of 55 mM Iodoacetamide in 100 mM Ambic at room temperature in the dark for 1 hr.  After 
washing gel slices as described above, the gel slices were dried and rehydrated with 50 µL trypsin 
(Promega, Madison, WI) in 50 mM Ambic, 10% ACN (20 ng/µL) at 37°C for 16 hrs. The digested 
peptides were extracted twice with 70 µl of 50% acetonitrile, 5% FA and once with 70 µl of 90% 
acetonitrile, 5% FA. Extracts from each sample were combined and lyophilized.  
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Protein Identification by nano LC/MS/MS Analysis 
In-gel tryptic digests were reconstituted in 20 µL of 0.5% FA for nano LC-ESI-MS/MS analysis, 
which was carried out using an Orbitrap FusionTM TribridTM (Thermo-Fisher Scientific, San Jose, 
CA) mass spectrometer equipped with a nanospray Flex Ion Source, and coupled with a Dionex 
UltiMate3000RSLCnano system (Thermo, Sunnyvale, CA) 40-41.  Gel extracted peptide samples 
(5-15 µL) were injected onto a PepMap C-18 RP nano trapping column (5 µm, 100 µm i.d x 20 
mm) at 20 µL/min flow rate for rapid sample loading and then separated on a PepMap C-18 RP 
nano column (2 µm, 75 µm x 25 cm) at 35°C. The tryptic peptides were eluted in a 120 min 
gradient of 5% to 38% acetonitrile (ACN) in 0.1% formic acid solution at 300 nL/min., followed 
by a 7 min ramping to 90% ACN-0.1% FA and an 8 min hold at 90% ACN-0.1% FA. The column 
was re-equilibrated with 0.1% FA for 25 min prior to the next run.  The Orbitrap Fusion was 
operated in positive ion mode with spray voltage set at 1.6 kV and source temperature at 275°C. 
External calibrations for FT, IT and quadrupole mass analyzers were performed. In data-dependent 
acquisition (DDA) analysis, the instrument was operated using FT mass analyzer in MS scan to 
select precursor ions followed by 3-second “Top Speed” data-dependent CID ion trap MS/MS 
scans at 1.6 m/z quadrupole isolation for precursor peptides with multiple charged ions above a 
threshold ion count of 10,000 and normalized collision energy of 30%.  MS survey scans at a 
resolving power of 120,000 (fwhm at m/z 200) for the mass range of m/z 375-1575.  Dynamic 
exclusion parameters were set at 40 s of exclusion duration with ±10 ppm exclusion mass width. 






The DDA raw files for CID MS/MS were subjected to database searches using Proteome 
Discoverer (PD) 2.2 software (Thermo Fisher Scientific, Bremen, Germany) with the Sequest HT 
algorithm. The PD 2.2 processing workflow containing an additional node of Minora Feature 
Detector for precursor ion-based quantification was used for protein identification and relative 
quantitation analysis. The database search was conducted against a combined database containing 
Fusobacterium nucleatum RefSeq database 2416 entries downloaded from UniProt.  Two-missed 
trypsin cleavage sites were allowed.  The peptide precursor tolerance was set to 10 ppm and 
fragment ion tolerance was set to 0.6 Da. Variable modification of methionine oxidation, N-
terminal acetylation and deamidation of asparagine/glutamine and fixed modification of cysteine 
carbamidomethylation, were set for the database search.  Only high confidence peptides defined 
by Sequest HT with a 1% FDR by Percolator were considered for the peptide identification. The 
final protein IDs contained protein groups that were filtered with at least 2 peptides per protein.   
 
Bioinformatics analysis  
Sequence of each protein was acquired from both UniProt database (http://www.uniprot.org/) of 
F. nucleatum subsp. animalis 7-1 and NCBI (F. nucleatum RefSeq20170725) Protein database 
(https://www.ncbi.nlm.nih.gov/protein/) 42-43. Outer membrane protein beta-barrels were predicted 
by PRED-TMBB2 (http://www.compgen.org/tools/PRED-TMBB2) 44. Subcellular localization, 
adhesion affinity levels, and transmembrane helices of proteins were obtained from Vaxign 
(http://www.violinet.org/vaxign/) 45-49. Protein localization was predicted by Cello2go 
(http://cello.life.nctu.edu.tw/cello2go/), and signal peptides, including lipoproteins, were predicted 
by LipoP 1.0 Server (http://www.cbs.dtu.dk/services/LipoP/) 50-51. Putative function domains of 
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each protein was generated from InterPro  (https://www.ebi.ac.uk/interpro/) 52.  Non-classical 
protein secretion was anticipated by SecretomeP 2.0 Server 
(http://www.cbs.dtu.dk/services/SecretomeP/) for proteins without predicted signal peptide 53. All 
of the proteins with predicted signal peptides contain exposed antigen peptides predicted by 
EMBOSS (http://www.bioinformatics.nl/cgi-bin/emboss/antigenic) with EMBOSS Motif output 
report format and six minimum lengths of regions for the various antigenic sites 54-56. Antigenic 
B-cell epitopes were predicted using BCPREDS: B-cell epitope prediction server 
(http://ailab.ist.psu.edu/bcpred/predict.html) 57. In this application, two methods-BCPred (fixed 
length epitope prediction) and FBCPred (Flexible length epitope prediction) with assigned length 
12, 75% specificity and a prediction score larger than 0.9 were selected and shown in the table. To 
identify T-cell epitopes Vaxitop (http://www.violinet.org/vaxign/vaxitop/index.php) was applied 
with P-value cut-off 0.05 for all HLA-A2 and HLA-A3 alleles; the classes selection were based 
on previous publications that they showed overexpressed patterns in colon tumor tissues 45-46, 58-59. 
Metabolic pathways were classified with KEGG pathway database 
(http://www.genome.jp/kegg/pathway.html) 60. Functional groups were classified by EggNOG 
4.5.1 (http://eggnogdb.embl.de/#/app/home) 61. Cargo sorting to the OMV in F.nucleatum was 
plotted by ggplot2 package with R studio 62.  
 
Results 
Production and purity of OMVs from F. nucleatum subsp animalis 7_1 (EAVG_002) 
The OMVs collected from the supernatant of F. nucleatum subsp animalis 7_1 (EAVG_002) broth 
were verified by transmission electron microscopy (Figure 4) and dynamic light scattering (Figure 
5).  The OMVs appear varied ranging in size from 40 to 110 nm with spherical shapes; the typical 
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diameter was around 79 nm (Figure 5).  Duplicate OMV preparations and cellular fractions from 
F. nucleatum were separated on an SDS-PAGE gel.  Each gel-lane was excised into multiple 
sections (Figure 6) and analyzed by mass spectrometer. Among these, 157 proteins were identified 
from the first duplication and 190 proteins were identified from the second duplication, with 98 
overlapping proteins identified in both duplications (Figure 7, Table 2). Purity of OMVs was 
estimated by comparing these to abundant proteins in the cytosol and inner membrane fractions. 
Abundant cytosol proteins were assessed by high number of peptide spectrum matches (PSMs) 
and by those lacking predicted signal peptides. Among the top 30 cytosol proteins with highest 
PSMs, only one (A0A140PU88) was identified as one of the 98 OMV proteins (Figure 8). Five of 
the top 30 inner membrane proteins were also recognized on OMVs, which are WP_008700001.1, 
WP_008701980.1, WP_016361171.1, A0A140PRA0, and WP_008701946.1 (Figure 9). All five 
proteins were detected in the periplasmic and outer membrane fractions, suggesting these proteins 
may break free from the inner membrane, migrate to other fractions and ultimately bind to OMVs 
(Figure 9).  Three of these five proteins were classified as autotransporters, which might explain 
their appearance in multiple fractions. The near absence of cytoplasmic proteins in OMVs implies 








Figure 4  TEM image of F.nucleatum OMVs   
A TEM image of OMVs in size varied from 40 to 100 nm with spherical shape. Majority has the 







Figure 5  The DLS measurement of OMV 
The average size of OMV is 78. 74 nm, 93.6% intensity is identified at size 94.38 nm. The 







Figure 6  SDS-PAGE gel excision  
SDS-PAGE of F.nucleatum fractions and OMVs used for proteome analysis and duplicated 
identified proteins from OMVs. SDS-PAGE of subcellular fraction for periplasm (PP), cytoplasm 
(CP), inner membrane (IM), outer membrane (OM) and duplication of OMV1&2. The gel excision 








Figure 7  Venn diagram of the duplication OMVs 





















Table 2. 98 identified proteins in both OMV replications. 
a Average molar % (by abundance) of each protein calculated from replicated OMV samples. b 
Molar% of outer membrane fraction for identified protein. c Prediction of transmembrane segments 
by PRED-TMBB with cut-off 0.43. d Predicted adhesion probability of each protein.  * The protein 
had been identified both from UniProt and NCBI databases. # The protein had been identified both 
on outer membrane and periplasm fraction with a molar% ratio smaller than 0.4. +The proteins 
classified as cytosol protein and without signal peptide were predicted as non-classically secreted 







Figure 8  Purity of OMVs from F. nucleatum compare with cytosol fraction 
The top 30 PSMs score proteins known in the cytoplasm fraction compare with the score obtain 
from all other fractions. Only protein A0A140PU88 was found in both OMVs. A0A140PSZ7, 





Figure 9  Purity of OMVs from F. nucleatum compare with periplasmic fraction 
The top 30 proteins identified from the inner membrane fraction compare with score obtain from 
other fractions. Five proteins (WP_008900001.1, WP_008701980.1, WP_016361171.1, 
A0A140PRA0 and WP_008701946.1) was recognized in the OMV, periplasmic and outer 




Topology prediction of the proteins to OMVs  
Among the 98 overlapping proteins of OMVs, 52 were commonly found in all subcellular fractions 
(Figure 10), 60 were predicted with signal peptides, including 31 with a type II signal peptide 
deemed likely to be lipoproteins (Table 2). Both Vaxign, which used the open-source database 
from PSORTb (v. 2.0), and Cello2go predicted the subcellular localization of identified proteins. 
Vaxign predicted the subcellular location for the 98 common proteins individually (Table 2, Figure 
11).  Many OMV related proteins were present in multiple subcellular fractions.   Distribution was 
expressed as a percent of total abundance of a given protein (or a given class of proteins) found in 
a specific fraction. The calculation is as follow:  
           Individual Protein Abundance  
Abundance % = --------------------------------------------------- X 100% 
   Total Protein Abundance  
 
Although a variety of cytoplasmic proteins were predicted, outer membrane constituted the 
majority of the OMV in mass (Figure 12). Outer membrane proteins were the most abundant 
component of OMVs, which made up 72% of the total protein, whereas 17% consisted of proteins 
having unknown subcellular localization traits and 6% were determined to be periplasmic proteins. 
Cytoplasmic proteins represented only 5% of proteins enriched in the OMVs (Figure 12). This 
distribution pattern was virtually identical in separately run OMV1 and OMV2 topological 
analysis. Outer membrane proteins were the major ingredients of each OMV batch sample (not 
shown here), although the OMVs were found to contain a variety of protein localization classes. 
To further predict the localization sites of the OMV proteins to the vesicle membrane and lumen, 
relative abundance of individual proteins in the outer membrane and periplasm fractions (M/P) 
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was compared for the consistently identified OMV proteins with predicted signal peptide. Eighteen 
of the 60 proteins with predicted signal peptides were not present in the periplasmic fraction and 
only 9 of the proteins with signal peptide were abundantly (M/P ratio < 0.4) detected in the 
periplasm fraction. These findings indicated that the OMVs of F. nucleatum were almost solely 
derived from the outer membrane, although other proteins from subcellular fractions were present 










Figure 10  Venn diagram of proteins from all subcellular fractions  
52 overlapping proteins are commonly identified in all subcellular fractions and OMVs. 72 
proteins appeared both in OMV and outer membrane fraction, 73 proteins found both in OMV and 
inner membrane fraction, 72 overlapping proteins found in OMV and periplasmic fraction, and 69 







Figure 11  Topology analysis of OMV proteins based on proteins types 
Subcellular location predication for 98 proteins on OMVs. 42% proteins are predicated as 
cytoplasmic protein, 35% are located in multiple fractions.  15% proteins are predicted as outer 
membrane proteins following with 7% predicted periplasmic proteins. Extracellular proteins only 
















Figure 12 Topology analysis of OMV proteins based on protein abundance 
Average mass abundance% from OMV1 and OMV2 for subcellular localization prediction. Outer 
membrane proteins were the most abundant component of OMVs, which took up 72%, following 
with 17% unknown location proteins and 6% periplasmic proteins. Cytoplasmic proteins only 














Cargo sorting  
By comparing the abundance of proteins from OMVs and outer membrane fractions, the relative 
enrichment of commonly detected proteins were estimated. FadA protein was found to be 
incorporated into the OMVs more than in the outer membrane fraction, while some of the 
autotransporter (AT) proteins were maintained in the outer membrane (Figure 13). Autotransporter 
proteins were highly present in the F. nucleatum OMVs and are also major composition of F. 
nucleatum outer membrane, which appear to occupy over half of the total mass of OMV.  A single 
autotransporter protein (WP_016361171.1), with type II signal peptide and highest OMV/M ratio, 
was the premier component in both OMV replications, with an adhesion probability of 0.546 and 
predicted transmembrane β-barrel (Table 2).  Although other autotransporter proteins appear at 
higher concentrations in the membrane fraction than in the OMVs, these proteins were predicted 
to display high adhesion probability for components of both cell fractions (>0.51) (Figure 13).  
Two YadA-like proteins were present in both OMVs and outer membrane fractions with mid to 
high adhesion probability (0.482 and 0.642).  Numerous secretion proteins were predicted as 
highly likely adhesion proteins (square and triangle with lighter blue, Figure 13). The proportion 
of several identified non-secretion proteins were negligible; in contrast, some secretion proteins 
such as the Bacterial surface antigen protein (WP_023038391.1) and MORN protein 
(WP_008692599.1 and WP_008702680.1) were recognized only in OMVs (Figure 13). Overall, 
the secretion proteins were the major component of the F. nucleatum OMVs; the autotransporter 
proteins quantitatively constituted the majority of those incorporated into the OMVs and all the 






Figure 13  Cargo sorting to the OMV in F. nucleatum  
The average protein mol% obtained from the OMV fractions compared to the mol% from outer 
membrane fraction. Proteins presented above the dashed line are relatively enriched in OMVs, 





Identification of Antigenic Proteins from OMVs  
Reverse vaccinology was applied to investigate the potential for OMV-based vaccine development. 
In this approach, antigenicity of key targets such as exposed antigenic peptides, B-cell and T-cell 
epitopes was predicted using in silico analytical programs. The exposed antigen peptides for 16 
predicted outer membrane and extracellular proteins contained in OMVs were forecasted by 
EMBOSS. A number of antigenic peptides (from 6 to 83) were predicted on each protein; an 
autotransporter protein (WP_008701556.1) was found to contain 83 anticipated antigenic 
sequences.  This autotransporter was predicted as having multiple highly immunogenic epitopes 
within (Table 2, Table 3). B-cell epitope screening for selected outer membrane and extracellular 
proteins was achieved by BCPREDS. Non-overlapping epitopes were reported by both fixed 
(BCPred) and flexible (FBCPred) length prediction methods (Table 4). B-cell epitopes were 
successfully identified on all 16 proteins; the autotransporter proteins, WP_008701556.1 and 
WP_008701556.1 contained more antigenic epitopes than other fourteen proteins. T-cell epitopes 
of the top five most highly antigenic abundant proteins were predicted by Vaxitop, a vaccine 
epitope prediction system developed at the University of Michigan Medical School, to investigate 
the potential immunogenicity of F. nucleatum OMVs 46. The p-value cut off was assigned as 0.05 
for balanced binding probability and specificity. The T-cell epitopes against HLA-A2, HLA-A3 
and HLA-DRB1*0401 alleles were predicted according to the previous study on tumor antigens 
recognized by T-cells 58-59. The length of peptides against HLA-A2 ranged from 9 to 11, while for 
HLA-A3 the length was consistent at 9 residues.  Among the five selected proteins, the 
autotransporter protein (WP_008701980.1) had the highest number of predicted T-cell epitopes 
followed by another autotransporter protein (WP_016361171.1) with 188 and 63 HLA-A2 
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peptides, respectively (Table 5). Likewise, the autotransporter proteins had the higher number of 
identified HLA-A3 and HLA-DRB1*0401 epitopes than other proteins.  
 


























































































TPQYVVQNEVKKLSVENK            
NFKLLSLGIFIILMQNSLVAAD          
FKSGVSNSVAIGNGSVASTSNEVSIGSDTVKRRLTN
V                                              
KSKVEVQDE             
NVGFTLKLG             
KNLVAGLA            
NAGVAVGSE  
NKNLVAGLS             
VGSKNLVAGA             
SNVVGGA             
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NKVLGLNNT             
NNVLGLDNE             
NLALGYKNI             
NYIVGTF             
ESTVVGN             
KNIVAGA             
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NLILGA             
IAGVGNI             
IKNLVNG             
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1446->148
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1626->163
4              	
1588->159
6                	
295->302                	
1572->158
0                	
238->246                 	
278->287               	
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1488->150
8                         	
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1377->139
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212->220              	
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44->50   
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SNKVAGA             
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1083->109
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254->259                
760->766                
854->860              
863->874                              
1367->137
5                
841->846             
155->160                 
72->78                
1238->124
3                
1598->160
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1001->100
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309->314                
813->819                
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28	 DGGVRIVVDVVEKENVVDLL            
ILIAFLFVISLTSFSTMVNLPIKSIEVVNNQQVPAS
LIKNT            IIGFVVFAD             
KSIVISSVKFI             
WLWSVYPYISY             
IDLILLID             
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FSEVKPDAQVA             
SQKLVATI             
TSELLDITQL             
EKGVAVNT             
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82->101  
4->44                 
621->629                
117->127                 
505->515                    
345->352                
182->191                
71->79                   
258->275               
193->200               
568->575              
524->537                    
233->247                
167->177                   
605->612                 
134->143                   
103->110                  
360->366               
435->448                        
328->340             
291->300                     
55->63                 
549->560                 
402->410                
159->165              
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7	 MVMLFLLVFSLPALAVQALT                              
EFKLVQREA             
EAVKAKLLEFG             
DKSIVKAQYFDLLKN                        
MTIVLDE             
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13->32  
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12	 LALVLGSLLVVGSVASAKEVMPAPTP           
PEKVVEYVEKPVIVYRDR            
ASYSVYMLPTFQVAYKPTDFVKLYAAAG            
YYGALEAYLYQHTPL             
AEASVLFDFADYL             
SVDVQYR             
TLDVRVRNYHSL            
YTWHQYKVI             
SSKVKAISRLEYK             
EYTLPLGFS             
AVELSFD             
YAPYDG  
4->29    
31->48                       
317->344                                   
266->280 
165->177                  
59->65               
106->117               
299->307                   
142->154                   
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Table 3. Predicted exposed antigen of OMV carried outer membrane and extracellular proteins 
The exposed antigen peptides for 16 predicted outer membrane and extracellular proteins carried 
by OMVs were forecasted by EMBOSS.  6 to 83 antigen sequences are predicted on each protein; 
specifically, autotransporter protein (WP_008701556.1) contained 83 anticipated antigen 
sequence, which is most among the 16 proteins.				 	
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Table 4. B-cell epitopes prediction  
B-cell epitope screening for the 16 outer membrane and extracellular proteins are predicted by 
BCPREDS. BCPred represents the result of fix length prediction method and FBCPred is for the 
flexible length prediction, only non-overlapping epitopes were reported. Protein WP_008701556.1 
and WP_008701556.1 contained much more epitope. 
	 76	
Table 5  T-cell Epitopes 
Accession HLA - A2 
epitope 
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Table 5. The T-cell epitopes prediction of the top five abundant proteins 
T-cell epitopes are predicted against HLA-A2, HLA-A3 and HLA-DRB1*0401 alleles 
individually. The p-value cut off was assigned as 0.05 for a balanced binding probability and 
specificity. The length of peptide against HLA-A2 ranged from 9 to 11, while for HLA-A3 the 
length was consistent with 9 residues.  Among the five selected proteins autotransporter proteins 
(WP_008701980.1) had most predicted T-cell epitopes follow by the most abundant 
autotransporter protein (WP_016361171.1) with 188 and 63 HLA-A2 peptides respectively. 
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Metabolic pathways and putative function  
The metabolic pathways of proteins from F. nucleatum OMVs were classified by KEGG based on 
previously identified protein functions, and 45 of 98 proteins were annotated. Thirty four percent 
were classified as proteins that participated in genetic information processing, while 18% were 
involved in environmental information processing, and 9% in cellular processes (Figure 14). 
Eighty five of the 98 proteins were functionally annotated by EggNOG 4.5.1 database, and 11 
groups were assigned (Figure 15.  In spite of their unknown functions, 20 proteins were mapped 
to translation, ribosomal structure and biogenesis, and 12 were placed in cell membrane biogenesis 
(Figure 15). Most of the autotransporter proteins were classified as unknown, though the most 
abundant one, WP_016361171.1, was identified as being involved in post-translational 






Figure 14  Metabolic pathway  
45 proteins are annotated in KEGG database. 34% of them are found evolving in genetic 
information process. 18% participate environmental information process, 9% contribute to cellular 
process, and 8% play role in carbohydrate metabolism. Subsequently, small portion mediate the 
amino acid metabolism (6%), energy metabolism (5%), lipid metabolism (4%), human disease 
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Figure 15  Function prediction of 85 protein annotated by EggNOG 4.5.1 database 
The protein function of F. ncleatum is not well characterized. The function for 27 out of the 85 
annotated proteins is unknown. In spite of unknown function, 20 proteins are packaged to 
translation, ribosomal structure and biogenesis, and 12 are mapped to cell 
wall/membrane/envelope biogenesis. Multiple proteins also mediate inorganic ion transport and 
metabolism (6), post-translational modification, protein turn over (5), lipid transport and 

















Protein components of F. nucleatum 7_1 OMVs 
The OMV proteome of F. nucleatum has identified 157 and 190 proteins from the duplication 
experiment mass spectrometry analysis. Ninety-eight proteins were commonly identified in both 
OMV batches; 60 were predicted as secreted proteins with signal peptides. Among these secreted 
proteins, 16 were anticipated to be located in the outer membrane fractions, including extracellular 
proteins, which were the class of proteins most commonly seen in the OMVs. Outer membrane 
proteins consist of over half of the OMV protein residue totals, with others from cytosol, inner 
membrane, and periplasm fractions (Figure 12). By localization prediction of the 98 OMV proteins, 
cytosol proteins consist of half of the total, followed by the outer membrane, which is consistent 
with the previous findings 38, 63.  However, other studies with different Gram-negative bacteria 
indicated outer membrane (and extracellular) proteins were the major component of OMVs 64-65. 
This discrepancy was not likely to be caused by contamination as the applied purification methods 
were virtually identical. Rather, varying results may be due to differences in biochemical profiles 
across bacterial species and culture conditions 65-66. Some of the proteins found in OMVs may be 
secreted through non-classical pathways that are signal peptide independent. In this study, five 
cytosol proteins were predicted as being processed via non-classical secretion pathway; these had 
no predicted signal peptides (Table 2) 53. The overall variety of OMV proteins notwithstanding, it 
appears that outer membrane proteins are the predominant class carried by the OMVs.  
 
Type V secretion system 
Type V secretion is also called autotransporter secretion, as there is no net energy consumption in 
this Sec-dependent secretion system 67. Of all the 98 proteins reproducibly identified within F. 
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nucleatum OMVs, six autotransporter proteins were recognized and affirmed as the major 
component due to their copiousness, making up 31%~51% of the total protein load.  
Autotransporter proteins consist of three major domains: (1) the signal sequence at N-terminus 
that exports the protein through inner membrane; (2) the surface presenting passenger domain; and 
(3) the C-terminus β-barrel domain containing an autotransporter that modulates passenger domain 
exposure to surface 68-69. Most recognized autotransporter proteins are known or predicted 
virulence factors; the diversity in passenger domains of autotransporter proteins shows multiple 
virulence-associated functions, including adhesion and cytotoxin 69. For example, Fap2, an 
autotransporter protein of F. nucleatum, participates in multiple pathogenesis pathways, including 
binding to colorectal cancer cells, inducing lymphocyte apoptosis, and interacting with T cell 
immunoreceptors with Ig and ITIM domains (TIGIT) to facilitate immune evasion 21, 70-72. 
Functional sequence of the Fap2 is located on the passenger domain. Interestingly, the passenger 
domains of the six enriched autotransporter proteins surveyed in this study are heterogeneous.  
This suggests versatile pathogenic functions. In contrast, the C-terminal translocator domains are 
highly conserved (Figure 16) 68, 72. Sequence analysis demonstrated that four out of the six proteins 
(WP_008701980, WP_016361366.1, WP_016361171 and WP_020788899) had a high similarity 
and contained conserved domains of AidA, an adhesion protein involved in diffuse adhesion at the 
passenger portion 73.  AidA was identified as a versatile virulence factor in Escherichia coli, 
mediating adhesion, autoaggregation, biofilm formation, and invasion 74. After travelling across 
the outer membrane, AidA domain stays tethered to the surface and self-cleaves via autocatalytic 
action 75-76. The enrichment of autotransporter protein suggests that F. nucleatum OMVs may play 
a vital role in tissue colonization and invasion. Genetically modified autotransporters have been 
developed as platforms to expose multiple polypeptides on the OMV surface as antigens and to 
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explore their potential utility as vaccines 77. OMVs loaded with known antigenic autotransporter 
antigenic domains and epitopes may prove to be powerful tools for inducing effective immune 









Figure 16  Sequence similarity of six autotransporter proteins 
The sequences of autotransporter proteins function domain are compared by BLAST. It reveals 
the C-terminal translocator domains are highly conserved and the passenger domain of the six 




Putative virulence factor carried by OMVs and potential application  
Adhesion capability is crucial for bacterial pathogenesis, in particular for colonization and 
dissemination.  Adhesins mediate this activity, and thus are major virulence factors. However, 
domains of adhesins that are exposed for immune recognition can be exploited if used as potential 
antigenic components of vaccines, particularly those known to be bound to or contained within 
OMVs.  For vaccine delivery, antigen adherence and uptake are the first steps in eliciting immune 
response 34. F. nucleatum FadA is one highly antigenic virulence factor (among others), and has 
garnered attention as an effective immunogen, which can be incorporated into OMVs as a vaccine 
against F. nucleatum.  Previous studies have shown that FadA plays crucial role in F. nucleatum 
adhesion and invasion via binding to cadherin domains exposed on the host cell surface 26, 78. Two 
FadA proteins (WP_005910368.1 and A0A140PS00) were found to be incorporated into OMVs 
isolated from F. nucleatum. The sequence of A0A140PS00 is highly conserved with a previous 
characterized FadA gene (FN0264), suggesting that OMVs may have similar immunogenic 
characteristics 29. Another protein, one containing a MORN2 domain was found on OMVs. 
Previous studies analyzed by comparing whole-genome sequences suggested that proteins 
containing MORN2 may be involved in adhesion process, although the exact function has not been 
elucidated 79. Two more cell surface proteins identified were predicted to have key bacterial 
virulence factors and contain a YadA (Yersinia adhesin)-like domain with possible immunogenic 
properties. This domain was characterized on Yersinia as a crucial virulence factor mainly 
involved in adhesion and combating host defense by resisting serum killing activity and 
phagocytosis 80. All these putative virulence factors carried by F. nucleatum and other bacterial 
OMVs strongly suggest that these contain highly immunogenic domains and could prove useful if 
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incorporated into an OMV vaccine construct, as whole proteins or as recombinant fragments 
thereof.  
 
Furthermore, B-cell and T-cell epitope predictions give researchers an opportunity to tailor OMV 
preparations that can incorporate antigenic domains from known virulence factors that elicit B and 
T cell responses.  Exposed B-cell epitopes identified on OMV cargo proteins enhance the ability 
to induce effective antibodies against F. nucleatum.  In accordance with a previous study on human 
leukocyte antigen (HLA),  HLA-A2 and HLA-A3 are detected with dysregulated expression 
patterns in colon carcinomas tissues 58. HLA-DR disorders have also been thought to indicate colon 
cancer development  according to Maccalli, C., et al., and HLA-DRB1*1301 and HLA-
DRB1*0402 were found to be associated with CRC; however, no epitopes against HLA-
DRB1*1301 were found for the selected five proteins in our study 59.  Both T-cell and B-cell 
epitopes are able to stimulate long-acting and antigen-specific immune responses therefore have 
significant potential for vaccine development 81.  
 
Overall, OMV size ranges make these ideal for vesicular transport to lymph nodes and are readily 
recognizable by B cells.  OMVs containing moieties that have antigenic domains and epitopes are 
highly effective at triggering B cell activation, thereby stimulating a strong protective humoral 
immune response. Naturally secreted OMVs of F. nucleatum carry large quantities of 
autotransporter proteins. Thus, utilizing these OMV vehicles, which are already loaded with highly 
antigenic pathogen derived proteins, may facilitate the process of developing and expressing a 
large array of recombinant constructs for better optimized vaccines. OMVs of pathogens like F. 
nucleatum may serve as factories for the production of highly effective and molecularly designed 
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‘ready-made’ vaccines. Alternatively, OMVs can be utilized as delivery platforms loaded with one 
or just a few recombinant constructs proven to be highly antigenic. Our future studies will focus 
on the identity and verification of putative virulence factors carried by F. nucleatum OMVs and 
investigate the potential of these for vaccine design against F. nucleatum and colon cancer 
prevention. In conclusion, non-replicating OMVs from F. nucleatum have great potential for 
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During the past several years, investigations into gut microbe role in human diseases, particular in 
carcinogenesis, has gained much attention. Detailed reviews of metagenomic data sets comparing 
healthy and diseased individuals have implicated invasive gut microbial lines in the onset or 
progression of diseases. F. nucleatum has recently emerged as being associated with, if not the 
causative agent of, colorectal cancer (CRC); however, mechanisms of F. nucleatum virulence 
factors in promoting tumorigenesis have only begun to be revealed. OMVs secreted by F. 
nucleatum and other Gram-negative bacteria participate multiple pathways to facilitate bacterial 
survival in the host. OMVs are highly immunogenic and have recently been developed as novel 
platforms for safe and efficient delivery of vaccines. Overall, the OMV size ranges make them 
ideal for vesicular transport to lymph nodes and are readily recognized by B cells. OMVs 
containing moieties that have antigenic domains and epitopes are highly effective at triggering B 
cell activation, thereby stimulating a strong protective antibody response. Naturally secreted 
OMVs of F. nucleatum carry large quantities of autotransporter proteins; utilizing these vehicles, 
which are already loaded with highly antigenic pathogen derived proteins may allow researchers 
to mitigate, if not to avoid, the labor-intensive process of developing and expressing a large array 
of recombinant constructs.  In other words, cultures of pathogens like F. nucleatum may serve as 
factories for the production of highly effective and specific ‘ready-made’ vaccines. Alternatively, 
OMVs can be utilized as delivery platforms loaded with one or just a few recombinant constructs 
proven to be highly antigenic.  
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Our future studies will focus on the identification and verification of putative virulence factors 
carried by F. nucleatum OMVs and investigate the potential for these in vaccine designs against 
colon cancer. The protective ability of F. nucleatum OMVs will be tested by inoculating into mice 
and evaluating the immune responses. Selected proteins with antigenic potential will be cloned 
and expressed as recombinant proteins (with C-terminal His6-tag for protein purification). 
Individual purified proteins will be injected into mice and monitored for immune responses. 
Further assays will be used to identify the protective activity of putative vaccine candidates. 
Additionally, specific protein mutant strains will also be constructed to explore target protein 
function.  
 
We have characterized the proteome of OMVs from F. nucleatum and provide topological analysis 
of proteins these contain; OMVs have been found to be enriched with autotransporter proteins. 
This suggests that OMVs may represent important cargo carrying functions and provide specific 
pathways for virulence and nutrient resources. In conclusion, non-replicating OMVs from F. 
nucleatum have great potential for harnessing pathogen virulence factor antigenicity to produce an 
effective vaccine to combat CRC.  The abundant autotransporter proteins carried by OMVs are 
expected to elicit sufficient immune responses. Moreover, numerous antigenic epitopes exposed 
on nanoparticles are designed to trigger robust B cells and T cell responses.  
 
